. Endolyn N-glycans are modified by PL extension. MDCK cells stably coexpressing CMP-Neu5Ac:GalNAc-R2,6-sialyltransferase-1 (ST6) to block synthesis of all O-glycan core structures beyond NeuAc1,3GalNAc-Ser/Thr and rat endolyn were transfected with either control siRNA or siRNA targeting GlcNAcT-III or GlcNAcT-V. Cells were cultured on permeable supports for three days, radiolabeled with [
. Endolyn synthesized in the presence or absence of kifunensine binds differentially to recombinant canine galectins. Polarized MDCK cells infected with adenovirus encoding rat endolyn were starved for 30 min in cysteine free medium in the presence or absence of 20 M kifunensine and then radiolabeled with [
35 S]Cys for 30 min and chased for 90 min in the continued presence of drug. Endolyn was immunoprecipitated from cell extracts and eluted in SDS. The samples were divided into equal aliquots and incubated overnight with recombinant GST-conjugated 3, 4, 7, 8, 9N and 9C prebound to glutathione-beads. The following day beads were washed with buffer, then incubated with sucrose (non-specific binding), and finally with lactose (to elute specifically-bound components). Eluted [
35 S]-endolyn was analyzed with a BioRad Imager after SDS-PAGE. The beads were incubated with SDS sample buffer to elute GST-Gal for SDS-PAGE and subsequent staining with Coomassie Blue to quantify bound galectins. Binding of [
35 S]-endolyn was normalized to the amount of GST-galectin eluted from the beads as previously described (Poland et al., 2011) . Figure S4 . Knockdown of galectin-9 using an alternative siRNA oligonucleotide also selectively perturbs endolyn polarity. (A) Knockdown efficiency of Gal-9 using an alternative siRNA was determined by RT-PCR. (B) MDCK cells transfected with control or alternative Gal-9 siRNA duplexes were grown on filter supports for three days and then infected with replication defective recombinant adenoviruses encoding endolyn, HA, or p75. Cells were processed to detect surface proteins (green), permeabilized to stain the tight junction marker ZO-1 (red) and imaged using confocal microscopy. Representative xy sections through apical and middle ("lateral") planes and xz sections are shown. Bar = 10 µm. 
